Abstract
Stress Procedure

15
Prior to stress, animals were handled for a period of three days, and then randomly assigned 16 to the acute immobilization stress (stress) and control groups. Stress was done as previously Control rats were not subjected to any stress, and were housed in a room different from the stressed animals. Different batches of animals were used for morphology, behaviour and and potassium dichromate, and the solution was changed after 24 hours. Subsequently, 7 samples remained incubated for a total duration of 14 days, followed by 5% sucrose in 0.5 M 8 phosphate buffer for 5 days. Finally, 120 µm thick serial coronal sections were collected on 9 gelatin-chrome alum coated slides using a Leica vibratome (VT-1200S). Sections were 10 developed in 5% sodium carbonate, dehydrated in grades of alcohol and finally mounted with 
Dendritic Spine Analysis
13
Prepared slides were coded and quantification of dendritic spine on apical dendrites of BLA 14 pyramidal neurons was done blind. For this study, the apical dendrite originating directly 15 from the cell body was considered as a main shaft, and dendrites branching off from the main 16 shaft were considered as primary dendrites. Neurons were chosen for analysis based on analysis. Corticosterone ELISA was performed using a kit (Enzo Life Sciences, ADI-900-10 097) following kit instructions. Two plates were run for the corticosterone ELISA assay. The 11 intra-assay variability was 6.78% and 4.82% for plates 1 and 2 respectively. The inter-assay 12 variability was 5.8%. 
Statistical analyses
14
All values are reported as Mean ± SEM. Each data set was evaluated for outliers, which was 15 defined as greater than twice the standard deviation away from the mean. Student's unpaired, 16 two-tailed t-test was used for analyses of all behavioural parameters as well as for comparing 17 total spine densities in the baseline (no gavage) groups. Additionally, a 2-way ANOVA was 18 used for comparing among the gavage-treated groups, followed by post-hoc Tukey's test.
19
Further, a 2x3 ANOVA was used to compare between the gavage and no gavage groups,
20
followed by post-hoc Dunnett's test to compare all other experimental groups against the 21 stress (no gavage) group. For analysis of corticosterone ELISA data across time points, one-
22
way ANOVA was used, followed by Tukey's test for post-hoc analysis. All datasets were 23 subjected to homoscedasticity test. All statistical analyses and plots were done using M A N U S C R I P T
A C C E P T E D ACCEPTED MANUSCRIPT
GraphPad Prism software (GraphPad software Inc., La Jolla, California, USA, version 6).
1
The figure panels were made with Adobe Creative Design Suite, version 5. BLA spine density and anxiety-like behaviour 10 days later. (Table 1 , total entries), implying that the protective effects of oral 20 gavage was not due to locomotor differences on the plus-maze.
21
Therefore, these observations suggest that while stress itself led to a delayed increase in anxiety-like behaviour, this was prevented by a single dose of diazepam, as well as a single 14 In a separate cohort of unstressed rats, oral gavage of vehicle caused a significant increase in 15 serum corticosterone, compared to baseline unstressed levels (Baseline: 15.10 ± 5.14 ng/ml, 16 Vehicle Gavage: 75.65 ± 7.43 ng/ml) (Figure 5b, after gavage) . Was this increase in 17 corticosterone comparable to that triggered by the 2-hour acute immobilisation stress alone?
18
To answer this, a separate group of young rats were sacrificed after 2-hours immobilisation 19 stress, and serum corticosterone levels were assayed. Indeed, the rise in corticosterone 
Discussion
4
The present study was aimed at preventing the delayed effects of acute immobilisation by 5 intervening after stress exposure in young rats. We first confirmed earlier findings that 2 6 hours of acute immobilisation stress increases anxiety-like behaviour on the elevated plus-7 maze and enhances BLA spinogenesis 10 days later. These delayed effects were prevented by 8 a single oral dose of diazepam administered 1 hour after immobilisation stress. Strikingly, we 9 also observed a protective effect of vehicle gavage on these delayed effects, in the complete 10 absence of diazepam. Oral gavage of vehicle was found to elicit an increase in corticosterone 11 comparable to that due to stress. Together, these findings suggest that a surge in 12 corticosterone elicited by the gavage procedure, after immobilisation stress, prevented its 13 delayed detrimental effects. Interestingly, an earlier study reported that hydrocortisone administration 1 hour after 12 predator scent stress prevented the delayed increase in anxiety-like behaviour on the elevated 
Conclusion
10
In summary, our experiments show that oral gavage, both with and without an anxiolytic BLA spine density ** **** **** **** **** 
